Estimation of cytokine levels
The plasma interleukin-1β (IL-1β) and tumor necrosis factor-α (TNF-α) concentrations were measured using enzyme-linked immunosorbent assays kits (CUSABIO, Wuhan, China), as per the manufacturer's instructions.
Tissue Preparation
Brain was isolated from each animal and hippocampus was harvested for western blot assay. However for TUNEL and immunohistochemistry study pups were sacrificed and ice-cold saline and 4 % paraformaldehyde was used in the perfusion of animal transcardially.
Brains were embedded in paraffin wax and later section it in to 5 mm thickness.
Immunohistochemical staining 
Statistical Analysis
All data are expressed as mean ± SEM (n= 6).
Statistical analysis was performed using one Effect of ethanolic extract of Bletilla striata on the level of inflammatory cytokines Anesthetics are enhancing the intracellular Ca 2+ ion due to over activation of IP3 receptor [18] . Cellular Ca 2+ ion overload activates the apoptosis of neuronal cells and thereby causes neuronal injury [19] . Moreover inflammatory cytokine enhances the functional and morphological impairment of mitochondria [20] . Data of this study reveals that the level of inflammatory cytokines significantly reduced in BS treated group compared to negative control group. Bcl-2 family protein was responsible for the apoptosis and maintenance of integrity of mitochondrial membrane [21] . Result of the study reveals that expressions of pAkt, Bcl-xL and Bad protein were attenuated in BS treated group in isoflurane induced neuronal injury rats.
Effect of ethanolic extract of Bletilla striata on the neuronal apoptosis
Thus treatment with BS reduces the apoptosis of neuronal cell in isoflurane induced neuronal injury rats.
Conclusion
Present study concludes that ethanolic extract of Bletilla striata protects the neuronal injury by reducing apoptosis in isoflurane induced neuronal injury rats. Neuronal apoptosis was reduced by attenuating the altered PI3K/Akt pathway.
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